Figure S1 
Then, endogenous RSK1 was immunoprecipitated from the cell lysates and the immunoprecipitated materials were analyzed by Western blotting using anti-EBP50 antibody.
(C) Cell lysates from HEK293 cells transiently expressing HA-tagged RSK2 or RSK3 were subjected for in vitro pull-down assay with GST-fused full-length (FL), first PDZ domain (Z1) or second PDZ domain (Z2) of EBP50. The pulled down materials were separated by SDS-PAGE and analyzed by Western blotting using anti-HA antibody. The coomassie blue-stained gel showed the expression and comparable loading of each recombinant protein used in the assay. Figure 3D .
In brief, HEK293 cells were transfected with HA-tagged RSK1, RSK2, RSK3, or an empty vector, serum starved, and stimulated with EGF (50 ng/ml) for 15 min. The immunoprecipitated RSKs was incubated with 5 µl purified GST-EBP50, as shown by the coomassie blue stained gel, and phosphorylation of EBP50 after 30 min of kinase reaction at 37°C was analyzed by immunoblotting using phospho-T156 antibody, p-EBP50 (T156), as shown by two images that were obtained at different film exposure times. to endogenous EBP50 when doxycycline was removed. Another stable clone (#25) which failed to express the exogenous protein and a mock transfectant were used as negative controls when all cell lines were cultured in the absence of doxycycline for soft agar assays (photographs and histograms).
